[Abstract] In the Whole Spleen Flow Cytometry Assay, we used splenocytes directly ex vivo for stimulation with a variety of TLR ligands. The splenocytes were stimulated for a total of 4 h, then stained for intracellular cytokines. We then examined cytokine production via flow cytometry. This allowed us to compare the responses of minimally manipulated primary macrophages/monocytes and conventional dendritic cells.
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1. Extract whole spleen from mouse and place in a 15 ml polypropylene tube on ice (no liquid).
2. Put 5 ml RBC lysis buffer into 15 ml tube with spleen.
3. Pour out spleen with RBC lysis buffer into a 10 cm tissue culture dish.
4. Smash spleen thoroughly between frosted glass slides by placing the spleen on the rough side of the frosted part of the slide (wetted with RBC lysis buffer) and grind it between the two slides until spleen is dissociated (Video 1).
Video 1. Homogenization of spleen between two glass slides
5. Pipette up the RBC lysis containing splenocytes back into the 15 ml tube.
6. Add 10 ml of culture medium to the tube, invert 2-3 times.
7. Spin at 1,300 rpm at 4 °C for 5 min.
8. Discard the supernatant and resuspend the pellet in 3 ml medium.
9. Filter through a 70 μM filter over a 50 ml conical tube. 
